
 

Figure S1 AZD9291 disrupts the EZH2-EED Interaction, Related to Figure 1. (a) NanoBRET 

assay. HEK293T cells were co-transfected with pFN31K-EZH2 Nluc and pFC14K-EED HaloTag 

Vectors for about 20 h then treated with the indicated compounds （The highest concentration was 

10μM, diluted by 2 times） for overnight, donor emission (460 nm) and acceptor emission (618 

nm) were measured using microplate reader and the ratio values with milliBRET units (mBU) 

were calculated as RawBRET = 618 nm Em/460 nm Em ×1000. n=3 replicates. (b) Whole cell 

Cellular Thermal Shift Assay. MCF-7 cells were pre-treated with 10 μM MG132 for one hour 

before a four hour treatment with the 20 μM AZD9291. Error bars represent mean ± SD analyzed 

by unpaired two-tailed t test. * P < 0.05, ** P < 0.01, *** P < 0.001. AZD, AZD9291.  



 

Figure S2 AZD9291 selectively inhibits H3K27 methylation and exhibits anti-tumor activity, 

Related to Figure 2. (a) qRT-PCR assay. Cells were treated with AZD 2.5 μM for 48 h then 

samples were subjected to qRT-PCR assay. The mRNA level of EZH2 inhibited genes were tested. 

(b) Cells were transfected with the AZD 2.5 μM or DMSO for 48 h, then the apoptosis cells were 

examined by flow cytometry. (c，d) Western blotting assay. MDA-MB-453 cells were seed in 

6-well culture plate, treated with the AZD 2.5 μM alone or combined with siEGFR (50 nM) for 48 

h (C), or combined with EGF (50ng/ml) pre-treated for 1h (d). AZD, AZD9291. 

 



Table S1. The small RNA-sequencing result (the changes of miRNAs expression in 

MDA-MB-453 cells with AZD9291 treatment). 

miRNA_ID (AZD VS DMSO) log2(fold change) P-value 
Sign 

ficance-Lab 

hsa-miR-34a-5p up 7.213 
0 

** 
218 

hsa-miR-4284 up 7.0609 0.000391 ** 

hsa-miR-6724-5p up 6.8911 0.000727 ** 

hsa-miR-182-3p up 6.6984 0.001409 ** 

hsa-miR-556-5p up 6.6984 0.001409 ** 

hsa-miR-5094 up 6.6984 0.001409 ** 

hsa-miR-3157-3p up 6.5914 0.001996 ** 

hsa-miR-4435 up 6.5914 0.001996 ** 

hsa-miR-1827 up 6.5914 0.001996 ** 

hsa-miR-6787-3p up 6.5914 0.001996 ** 

hsa-miR-6806-3p up 6.5914 0.001996 ** 

hsa-miR-296-3p up 6.4761 0.004166 ** 

hsa-miR-491-3p up 6.4761 0.004166 ** 

hsa-miR-2355-3p up 6.4761 0.004166 ** 

hsa-miR-4492 up 6.4761 0.004166 ** 

hsa-miR-6803-3p up 6.4761 0.004166 ** 

hsa-miR-137 up 6.3505 0.006149 ** 

hsa-miR-3152-5p up 6.3505 0.006149 ** 

hsa-miR-548ba up 6.3505 0.006149 ** 

hsa-miR-4479 up 6.3505 0.006149 ** 

hsa-miR-3128 up 6.3505 0.006149 ** 

hsa-miR-365b-5p up 6.213 0.009224 ** 

hsa-miR-3196 up 6.213 0.009224 ** 

hsa-miR-4685-3p up 6.213 0.009224 ** 

hsa-miR-4690-3p up 6.213 0.009224 ** 

hsa-miR-3619-5p up 6.213 0.009224 ** 

hsa-miR-4999-5p up 6.213 0.009224 ** 

hsa-miR-152-5p up 6.213 0.009224 ** 

hsa-miR-6516-5p up 6.213 0.009224 ** 

hsa-miR-3064-5p up 6.213 0.009224 ** 

hsa-miR-1-3p up 6.213 0.009224 ** 

hsa-miR-509-3-5p up 1.5925 0.029464 * 

hsa-miR-3182 up 1.5076 0.03402 * 

hsa-miR-1275 up 1.444 0.018858 * 

hsa-miR-1268b up 1.3356 0.021809 * 

hsa-miR-1268a up 1.2581 0.028936 * 

hsa-miR-653-3p up 1.2447 0.094618 
 



hsa-miR-4483 up 1.2339 0.059679 
 

hsa-miR-1260b up 1.1898 0.038029 * 

hsa-miR-4286 up 1.0837 0.061361 
 

hsa-miR-3690 down -1.0033 0.479616 
 

hsa-miR-589-3p down -1.0158 0.416921 
 

hsa-miR-619-5p down -1.0207 0.392904 
 

hsa-miR-193b-5p down -1.0314 0.339352 
 

hsa-miR-584-3p down -1.1318 0.315146 
 

hsa-miR-6747-3p down -1.2085 0.208992 
 

hsa-miR-92a-1-5p down -1.2388 0.165678 
 

hsa-miR-548g-3p down -1.3288 0.153252 
 

hsa-miR-7-5p down -1.3325 0.091916 
 

hsa-miR-892b down -6.2902 0.009224 ** 

hsa-miR-590-5p down -6.2902 0.009224 ** 

hsa-miR-4707-5p down -6.2902 0.009224 ** 

hsa-miR-3688-3p down -6.2902 0.009224 ** 

hsa-miR-580-3p down -6.2902 0.009224 ** 

hsa-miR-1273c down -6.2902 0.009224 ** 

hsa-miR-205-5p down -6.2902 0.009224 ** 

hsa-miR-1293 down -6.2902 0.009224 ** 

hsa-miR-548aj-3p down -6.2902 0.009224 ** 

hsa-miR-5000-3p down -6.2902 0.009224 ** 

hsa-miR-6885-3p down -6.2902 0.009224 ** 

hsa-miR-4747-3p down -6.2902 0.009224 ** 

hsa-miR-4421 down -6.2902 0.009224 ** 

hsa-miR-3662 down -6.2902 0.009224 ** 

hsa-miR-3144-3p down -6.2902 0.009224 ** 

hsa-miR-4758-3p down -6.2902 0.009224 ** 

hsa-miR-6733-3p down -6.2902 0.009224 ** 

hsa-miR-766-5p down -6.4278 0.006149 ** 

hsa-miR-6810-3p down -6.4278 0.006149 ** 

hsa-miR-7110-3p down -6.4278 0.006149 ** 

hsa-miR-3173-5p down -6.4278 0.006149 ** 

hsa-miR-509-5p down -6.4278 0.006149 ** 

hsa-miR-1249-5p down -6.4278 0.006149 ** 

hsa-miR-6720-5p down -6.4278 0.006149 ** 

hsa-miR-4671-5p down -6.4278 0.006149 ** 

hsa-miR-636 down -6.4278 0.006149 ** 

hsa-miR-4517 down -6.5532 0.004166 ** 

hsa-miR-6818-3p down -6.5532 0.004166 ** 

hsa-miR-3150a-5p down -6.5532 0.004166 ** 

hsa-miR-7975 down -6.5532 0.004166 ** 

hsa-miR-6889-3p down -6.6687 0.004166 ** 

hsa-miR-6877-5p down -6.6687 0.004166 ** 



hsa-miR-449a down -6.7757 0.002864 ** 

hsa-miR-6812-3p down -6.7757 0.002864 ** 

hsa-miR-942-3p down -6.7757 0.002864 ** 

hsa-miR-450a-1-3p down -6.7757 0.002864 ** 

hsa-miR-550a-3p down -6.7757 0.002864 ** 

hsa-miR-381-3p down -6.7757 0.002864 ** 

hsa-miR-6515-3p down -6.7757 0.002864 ** 

hsa-miR-203a-3p down -6.9683 0.001409 ** 

hsa-miR-6510-3p down -6.9683 0.001409 ** 

hsa-miR-145-5p down -6.9683 0.001409 ** 

hsa-miR-516a-5p down -6.9683 0.001409 ** 

hsa-miR-4671-3p down -7.0557 0.001006 ** 

hsa-miR-1468-5p down -7.1382 0.000727 ** 

hsa-miR-3661 down -7.1382 0.000727 ** 

hsa-miR-6733-5p down -7.1382 0.000727 ** 

hsa-miR-4429 down -7.2163 0.00053 ** 

hsa-miR-4477b down -7.2163 0.00053 ** 

hsa-miR-4728-3p down -7.4278 0.000218 ** 

Table S2. The sequences used in this paper. 

Genes Primer sequences 
 

EZH2 
F：5'-CGCTTTTCTGTAGGCGATGT-3' 

 R：5'-TGGGTGTTGCATGAAAAGAA-3' 

EED 
F：5'-GAAATTCCATCCAAGAGATCCA-3' 

 R：5'-TGGATATTCCATAATCGTAAAGCA-3' 

SUZ12 
F：5'-GGGAGACTATTCTTGCTGGGAAG-3' 

R：5'-ACTGCAACGTAGGTCCCTGA-3' 

TRHDE 
F：5'-TTTTTCCTCTACCCGCAAA-3' 

R：5'-CGATGAGCGCGTTGTAGA-3' 

ADRB2 
F：5'-AGCCAGTGCGCTCACCTGCCAGAC T-3' 

R：5'-GCTCGAACTTGGCAATGGCTGTGA-3' 

GADD45A 
F：5'-CGCCTGTGAGTGAGTGC-3' 

R：5'-CTTATCCATCCTTTCGGTCTT-3' 

CDKN2A 
F：5'-GTGGGTTTGTAGAAGCAGGC -3' 

R：5'-ATCGGGGATGTAATGCCAGG-3' 

DAB2IP 
F：5'-AAAAGGAGGAACCCAGACGC-3' 

R：5'-CCTTTCTTGAGGCGACTCGT-3' 

BRIC5 
F：5'-AGGACCACCGCATCTCTACAT-3' 

R：5'-AAGTCTGGCTCGTTCTCAGTG-3' 

ARL6IP 
F：5'-TTGGCTCCAATAAATGGACCAC-3' 

R：5'-GCTCTGCGTCGAGTTTTTACTA-3' 

TACC3 
F：5'-GCACAGGATTCTAAGTCCTAGCA-3' 

R：5'-CCAGACCGGGTGTGAGTTTT-3' 

CEP76 F：5'-GAGACTATACGGGAAGAATTGGC-3' 

  



R：5'-ACATCGTCAATGATTCCTCGAC-3' 

CENPK 
F：5'-AACACTCACCGATTCAAATGCT-3' 

R：5'-CAGTCAAGGGAATTGTTTCAGGT-3' 

CHEK1 
F：5'-ATATGAAGCGTGCCGTAGACT-3' 

R：5'-TGCCTATGTCTGGCTCTATTCTG-3' 

Actin 
F：5'-GCGAGAAGATGACCCAGATC-3' 

R：5'-GGATAGCACAGCCTGGATAG-3' 

Others  sequences 
 

micR-34a-5p 

Mimcs: 

5'-UGGCAGUGUCUUAGCUGGUUGU-3' 

Inhibitor: 

5'-ACAACCAGCUAAGACACUGCCA-3' 

siEGFR-1 
CUCCAGAGGAUGUUCAAUATT 

UAUUGAACAUCCUCUGGAGTT 

siEGFR-2 
GCCUUUGAGAACCUAGAAATT 

UUUCUAGGUUCUCAAAGGCTT 

EZH2 3’UTR 

catctgctac ctcctccccc ctcctctgaa acagctgcct 

tagcttcagg 

aacctcgagt actgtgggca atttagaaaa agaacatgca 

gtttgaaatt ctgaatttgc aaagtactgt aagaataatt 

tatagtaatg agtttaaaaa tcaacttttt attgccttct 

caccagctgc aaagtgtttt gtaccagtga atttttgcaa 

taatgcagta tggtacattt ttcaactttg aataaagaat 

acttgaactt gtc 

 

EZH2 3’UTR mutant 

catctgctac ctcctccccc ctcctctgaa acagctgcct 

tagcttcagg 

aacctcgagt actgtgggca atttagaaaa agaacatgca 

gtttgaaatt ctgaatttgc aaagtactgt aagaataatt 

tatagtaatg agtttaaaaa tcaacttttt attgccttct 

cgatcatcgc aaagtgtttt gtaccagtga atttttgcaa 

taatgcagta tggtacattt ttcaactttg aataaagaat 

acttgaactt gtc 

 

 


